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Detailed protocol 


Complimentary Split Luciferase Assay for Measuring the Relative Dimer Affinity/Stability of RAF Mutants 


1. 


P.S.: 


Construct vectors encoding FLAG-tagged RAF mutants fused to the N-terminus of Nluc (N-terminus of firefly luciferase, aa2-416) or the C-terminus oi 
Cluc (C-terminus of firefly luciferase, aa398-550). 


. Transfect 293T cells with a pair of vectors encoding different Nluc-RAF mutants and Cluc-RAF mutants. Plate 293T cells in 6-well plates at a density of 5 x 


10° cells/well one day before transfection. When the cell density reaches 80~90% confluence on the second day, transfect with vectors from step 1 into 
cells by following the manufacture’s protocol of transfection reagents. 


. 24 h after transfection, replate 293T cell transfectants into Krystal black image plates at the cell density of 2x1 0° per well with color-free medium (i.e., 


DMEM without phenol red). 


. 24h later, add D-luciferin (0.2 mg/mL) to 293T cell transfectants, incubate for 30 min, and measure the luciferase signals by using a Glomax Multi- 


detection system (Promega E7041). 


. After measuring the luciferase signals, aspirate the medium and lyse 293T transfectants with lysis buffer to prepare the whole cell lysates. Aspirate the 


culture medium and add 100 pL/well of lysis buffer (25 mM Tris:HCI, 150 mM NaCl, 1 mM ethylenediaminetetraacetic acid (EDTA), 0.25% NP-40, pF 
7.2) supplemented with protease and phosphatase inhibitors to lyse cells on ice. Transfer the cell lysates to a 1.5 mL tube, and spin down by 12,000 
xg for 10 min at 4 °C to deplete cell debris. 


. Run the whole cell lysate samples in 9~12% PAGE with 0.1% SDS and detect the expression levels of Nluc-RAF mutants and Cluc-RAF mutants by anti: 


FLAG immunoblot. The relative expression levels of both Nluc-RAF mutant and Cluc-RAF mutant in 293T transfectants are quantified by using image . 
from the immunoblots. 


. Normalize the luciferase signals of 293T cell transfectants according to the expression levels of Nluc-RAF mutants and Cluc-RAF mutants. Briefly, this is 


achieved by dividing the raw luciferase signal by the relative expression levels of Nluc-RAF mutants and Cluc-RAF mutants from step 6. 


The sequences for Cluc and Nluc of BRAF (wild-type) are attached as plain text. 


Related files 


20210901 pflag-braf-cluc. txt 


20210901 pflag-braf-nluc. txt 
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